Stabilization of respective DD-tagged PTPN2 forms expressed from pRetroX-PTuner constructs were induced by adding Shield1 compound (24 h, 500nM) to stably transduced Ba/F3 cell lines. Cells were washed once in ice cold TBS and lysed on ice for 30 min (50 mM Tris HCl (tris(hydroxymethyl)aminomethane), 150 mM NaCl, 1mM EDTA (ethylenediaminetetraacetic acid), 1% Triton X-100 containing complete protease inhibitors (Roche)). Monoclonal PTPN2 antibody (CF4-1D) was coupled to Dynabeads protein G (Invitrogen) for 45 min at room temperature. Lysates were cleared by centrifugation and 1 mg was incubated with PTPN2-coupled dynabeads overnight at 4°C. IgG coupledbeads were included as control to test for unspecific binding. Beads were washed two times in lysis buffer and two times in assay buffer (50 mM HEPES (N-2-hydroxyethylpiperazine-N'-2-ethanesulfonic acid), 0.1 mg/ml BSA, 3 mM DTT, 25 mM NaCl and 1mM EDTA) before resuspension and dilution in assay buffer. A fraction of PTPN2 immunoprecipitate was used for Western blot analysis to assess protein expression levels in IP samples. All assays were performed using 6,8-difluoro-4-methylumbelliferyl phosphate (DiFMUP, Molecular Probes) as a substrate. A rate analysis was performed to determine the optimal amount of enzyme quantity for kinetic analysis. For kinetic assays 50 µl of diluted bead solution was added to black 96-well plates and the reaction initiated by addition of 50 µl of increasing concentrations of DiFMUP (final dilution 0-300 mM). Emitted fluorescence was measured every 30 s for 15 min using the Victor X4 Multilabel Plate Reader (Perkin Elmer; excitation 355 nm and emission 460 nm). Initial rates were calculated from the slope of the linear curve of fluorescence versus time for each substrate concentration. All measurements were corrected for fluorescence background of substrate alone and three independent experiments were performed.
SUPPLEMENTARY APPENDIX

Online Supplementary Design and Methods
Immunecomplex phosphatase activity assay
Stabilization of respective DD-tagged PTPN2 forms expressed from pRetroX-PTuner constructs were induced by adding Shield1 compound (24 h, 500nM) to stably transduced Ba/F3 cell lines. Cells were washed once in ice cold TBS and lysed on ice for 30 min (50 mM Tris HCl (tris(hydroxymethyl)aminomethane), 150 mM NaCl, 1mM EDTA (ethylenediaminetetraacetic acid), 1% Triton X-100 containing complete protease inhibitors (Roche)). Monoclonal PTPN2 antibody (CF4-1D) was coupled to Dynabeads protein G (Invitrogen) for 45 min at room temperature. Lysates were cleared by centrifugation and 1 mg was incubated with PTPN2-coupled dynabeads overnight at 4°C. IgG coupledbeads were included as control to test for unspecific binding. Beads were washed two times in lysis buffer and two times in assay buffer (50 mM HEPES (N-2-hydroxyethylpiperazine-N'-2-ethanesulfonic acid), 0.1 mg/ml BSA, 3 mM DTT, 25 mM NaCl and 1mM EDTA) before resuspension and dilution in assay buffer. A fraction of PTPN2 immunoprecipitate was used for Western blot analysis to assess protein expression levels in IP samples. All assays were performed using 6,8-difluoro-4-methylumbelliferyl phosphate (DiFMUP, Molecular Probes) as a substrate. A rate analysis was performed to determine the optimal amount of enzyme quantity for kinetic analysis. For kinetic assays 50 µl of diluted bead solution was added to black 96-well plates and the reaction initiated by addition of 50 µl of increasing concentrations of DiFMUP (final dilution 0-300 mM). Emitted fluorescence was measured every 30 s for 15 min using the Victor X4 Multilabel Plate Reader (Perkin Elmer; excitation 355 nm and emission 460 nm). Initial rates were calculated from the slope of the linear curve of fluorescence versus time for each substrate concentration. All measurements were corrected for fluorescence background of substrate alone and three independent experiments were performed.
Online Supplementary Figure 50  wt  TNHL14  AITL  F, 54  50  wt  TNHL15  AITL  M, 68  35  wt  TNHL16  AITL  M, 63  <10  wt  TNHL17  AITL  F, 78  25  wt  TNHL18  AITL  M, 65  35  wt  TNHL19  AITL  F, 69  <10  wt  TNHL20  AITL  M, 73  20  wt  TNHL21  AITL  M, 63  <10  wt  TNHL22  AITL  F, 55  <10  wt  TNHL23  AITL  M, 79  <20  wt  TNHL24  AITL  F, 80  40  wt  TNHL25  AITL  F, 71  35  wt  TNHL26  AITL  F, 82  40  wt  TNHL27  AITL  M, 77  40  wt  TNHL28  NOS  F, 53  20  wt  TNHL29  NOS  F, 83  40  wt  TNHL30  NOS  M, 54  10  wt  TNHL31  NOS  M, 78  70  wt  TNHL32  NOS  M, 76  60  wt  TNHL33  NOS  M, 46  50  wt  TNHL34  NOS  M, 68  70  wt  TNHL35  NOS  F, 67  90  wt  TNHL36  NOS  F, 82  Unknown  wt  TNHL37  NOS  F, 73  25  wt  TNHL38  NOS  M, 59  >95  wt  TNHL39 continued from the previous page
